Abstract: A growing body of evidence pointed out that a decline in effectively using spatial reference frames for categorizing information occurs both in normal and pathological aging. Moreover, it is also known that executive deficits primarily characterize the cognitive profile of older individuals. Acknowledging this literature, the current study was aimed to specifically disentangle the contribution of the cognitive abilities related to the use of spatial reference frames to executive functioning in both healthy and pathological aging. 48 healthy elderly individuals and 52 elderly suffering from probable Alzheimer's Disease (AD) took part in the study. We exploited the potentiality of Virtual Reality to specifically measure the abilities in retrieving and syncing between different spatial reference frames, and then we administrated different neuropsychological tests for evaluating executive functions. Our results indicated that allocentric functions contributed significantly to the planning abilities, while syncing abilities influenced the attentional ones. The findings were discussed in terms of previous literature exploring relationships between cognitive deficits in the first phase of AD.
Introduction
To refer to the position of an object in our environment, for example, a bottle on the table, we may simply use the term "left" or "right", adopting therefore our body as reference for its spatial location ("The blue bottle is on my right"). However, if our spatial position changes, the position of the bottle "changes" accordingly. To maintain the spatial position of the bottle in "mind", we have to refer to the relationship existing with other elements in the surroundings, for example the table itself ("The blue bottle is on the table"). These are the two fundamental types of coordinate used to identify locations in space: the egocentric and allocentric spatial reference frames [1, 2] . They are also used to refer to spatial entities in language (for a review, see [3] ), thus implying that these frames are two crucial modes for organizing information in our entire cognitive system (for their impact on memory, see [4] ). Within the synchronize it with new egocentric input (i.e., the MFS ability) to orient in the environment [37] [38] [39] . In a recent study from our group, we exploited the potential of VR to study the presence of allocentric and syncing deficits in a sample of patients with AD and amnestic MCI. We found that the cognitive profile of amnesic MCI patients was marked by an allocentric impairments. Instead, a more subtle deficit in the synchronization ability was found in patients suffering from AD.
To further investigate the association between the ability to use spatial reference frames and executive functions, in the current study, we recruited 48 healthy elderly individuals and 52 elderly individuals suffering from probable AD. Accordingly, we employed a VR-based task (adopted in a previous study [39] ) to measure allocentric and syncing abilities, and then, we administrated different neuropsychological tests for evaluating executive functions. The aim was to specifically disentangle the contribution of the cognitive abilities related to the use of spatial references frames to executive functioning in both healthy and pathological aging.
Materials and Methods

Participants
100 elderly subjects participated in the study: 48 healthy elderly individuals and 52 elderly individuals suffering from probable AD. The healthy elderly individuals were recruited from a panel of volunteers. Inclusion criteria were: (1) age older than 65 years old; (2) no history or presence of psychiatric or neurological disorders (evaluated with a brief interview); (3) normal or corrected-to-normal vision; (4) scores on Mini-Mental State Examination-MMSE [40] over than 27. AD patients were recruited from different social senior centres located in Lombardy (Italy). Inclusion criteria for individuals with AD were: (1) age older than 65 years old; (2) diagnosis of AD according to NINCDS-ARDRA criteria made by neurologist/geriatric staff of social senior centre [41] ; (3) no history or presence of psychiatric or neurological disorders other than AD; (4) normal or corrected-to-normal vision; and (5) scores on Milan Overall Dementia Scale [42] under 85.5 (i.e., clinical cut-off for probable dementia due to Alzheimer's Disease).
AD patients had a mean score at Mini-Mental State Examination-MMSE [40] of 21.54 (SD = 2.71), while the healthy elderly individuals had a mean score of 28.86 (SD = 1.15). The AD patients were composed of 39 women and 13 men, while the CG included 33 women and 15 men [(χ 2 = 0.484 (1); p = 0.487)]. The mean age for the AD group was 84.40 (SD = 4.67), with a mean years of education of 6.36 (SD = 3.18), while the mean age for the CG was 82.54 (SD = 7.27), with a mean years of education of 7.15 (SD = 3.00). There were no significant differences between the two groups concerning age [t(98) = −1.536; p = 0.128)] or education [t(98) = 1.262; p = 0.210)]. All participants wrote a consent to be included in the study, which was approved by the Ethical Committee of Università Cattolica del Sacro Cuore di Milano.
Executive Functions Assessment
To obtain a thorough picture of the executive functioning of our sample, the following tests were administered to all participants: the Tower of London [43] to specifically evaluate planning abilities and The Trail Making Test, in its two versions, A and B [44] . Specifically, TMT-A evaluates attentional abilities, whereas TMT-B measures cognitive flexibility as components of executive functioning.
Virtual Reality Procedure
A Virtual Reality (VR)-based procedure was used to evaluate the ability to retrieve and sync between different spatial reference frames [39] . First of all, participants were presented to VR technology to familiarize with it (i.e., approximately two-five minutes). In this phase, they entered a stimulus-free virtual room, and they were instructed on how to navigate inside it. Then, the VR-based procedure started, which consisted of two phases: a encoding and a retrieval phase. They entered in a virtual room which included two objects (i.e., a plant and a stone) and a blue arrow drawn on the floor, which pointed to the North (encoding phase) and signaled to participants the center of the testing room (see Figure 1) . drawn on the floor, which pointed to the North (encoding phase) and signaled to participants the center of the testing room (see Figure 1) . Figure 1 . The VR-based procedure (encoding phase). In this phase, participants entered in the virtual room and they were asked to memorize the position of the plant.
Participants were invited to memorize the position of the plant, which was posited at the western part of the virtual room. The stone was located on the north side of the environment. Successfully, they were asked to retrieve its position in two different retrieval tasks (retrieval phase). The first task involved an aerial map of the room (i.e., a task that measures the ability to store an allocentric reference frame-Allocentric Abilities); the second task will involve entering the virtual room, but this time from another starting point (i.e., a task that measures the Mental Frame Syncing abilities [12] [13] [14] -Syncing Abilities). The accuracy of spatial location was the dependent variable in both retrieval tasks: 0 = poor answer (for example, choosing the same side of the retrieval point, i.e., the North); 1 = correct answer. This VR-based procedure was developed using NeuroVirtual 3D, a recent extension of the software NeuroVR (version 2.0, Milan, Italy) [45, 46] . NeuroVirtual 3D software (http://www.neurovirtual.eu) provides a free virtual-reality platform for easily customizing virtual environments from a predefined library of existing ones (park, supermarket, station, etc.) that can be used for neuroscience research. It is composed of two modules: an Editor, for the customization of virtual scenes, and a Player, for the visualization of customized scenes in immersive (with the Vuzix Head Mounted Display) and not-immersive modality.
Procedure
Participants gave their informed consent to be included in the study. Then, they underwent the neuropsychological assessment to obtain a complete evaluation of their executive functioning. After the neuropsychological evaluation, participants were asked to perform the VR-based task. Participants were invited to sit comfortably in a quiet room in front of a portable computer (ACER ASPIRE with CPU Intel ® Core™i5 and graphic processor Nvidia GeForce GT 540M, 1024 × 768 resolution). A gamepad was used to explore and interact with the virtual room (Logitech Rumble F510). The training phase was delivered to allow participants interacting autonomously with VR (approximately two-five minutes). Then, the VR-based task started; its scope was to measure in two different retrieval tasks (i.e., "Allocentric Abilities" and "Syncing Abilities") the ability to store and sync between different spatial reference frame.
Data Analyses
Preliminary, group comparisons among the different neuropsychological tests were carried by univariate analysis of covariance (ANCOVA), using age and education as covariates. As concerns behavioral indices from the VR-based tasks, group comparisons were examined by χ 2 tests. Then, generalized linear models [47] were applied to investigate the contribution of the abilities in retrieving and syncing between spatial references frames ("Allocentric Abilities" or "Syncing Participants were invited to memorize the position of the plant, which was posited at the western part of the virtual room. The stone was located on the north side of the environment. Successfully, they were asked to retrieve its position in two different retrieval tasks (retrieval phase). The first task involved an aerial map of the room (i.e., a task that measures the ability to store an allocentric reference frame-Allocentric Abilities); the second task will involve entering the virtual room, but this time from another starting point (i.e., a task that measures the Mental Frame Syncing abilities [12] [13] [14] -Syncing Abilities). The accuracy of spatial location was the dependent variable in both retrieval tasks: 0 = poor answer (for example, choosing the same side of the retrieval point, i.e., the North); 1 = correct answer. This VR-based procedure was developed using NeuroVirtual 3D, a recent extension of the software NeuroVR (version 2.0, Milan, Italy) [45, 46] . NeuroVirtual 3D software (http://www.neurovirtual.eu) provides a free virtual-reality platform for easily customizing virtual environments from a predefined library of existing ones (park, supermarket, station, etc.) that can be used for neuroscience research. It is composed of two modules: an Editor, for the customization of virtual scenes, and a Player, for the visualization of customized scenes in immersive (with the Vuzix Head Mounted Display) and not-immersive modality.
Procedure
Data Analyses
Preliminary, group comparisons among the different neuropsychological tests were carried by univariate analysis of covariance (ANCOVA), using age and education as covariates. As concerns behavioral indices from the VR-based tasks, group comparisons were examined by χ 2 tests. Then, generalized linear models [47] were applied to investigate the contribution of the abilities in retrieving and syncing between spatial references frames ("Allocentric Abilities" or "Syncing Abilities") to the executive functioning. These analyses included scores on MMSE as covariate predictors. Statistical analyses were performed in SPSS Statistics 21 (IBM, Armonk, NY, USA). Table 1 offers a picture of all data obtained from the neuropsychological assessment divided between the two groups and the statistical comparisons. When controlling for age and education, comparison of scores between groups using ANCOVA revealed significant differences as concerns all the tests considered (all p < 0.05). Patients suffering from AD performed significantly worse than healthy elderly individuals in all traditional tests evaluating executive functions (see Table 1 ). Results obtained from the χ 2 tests indicated a significant difference among the AD and healthy elderly also regarding indices from the VR-based tasks (see Table 1 ). In particular, it emerged a significant difference among the two groups in the Allocentric Abilities, while just a trend to significance was observed in the Syncing Abilities (p = 0.06). In Tables 2 and 3 , we reported results obtained from the generalized linear models to investigate the contribution of the Allocentric and Syncing Abilities ("Factor") to executive functions ("Response"). In all models, scores on MMSE were inserted as covariates predictor. On one hand, statistical analyses indicated a significant effect of the Allocentric Abilities on the performance in the Tower of London (p = 0.049, see Table 2 ). On the other hand, the Syncing Abilities on the first task of the Trail-Making Test, the TMT-A, had significant impact. In all models, the scores on MMSE significantly influenced the performance in tasks evaluating executive functions. No significant interaction effect was observed between abilities in using spatial reference frames (neither in "Allocentric Abilities" or "Syncing Abilities") and scores on MMSE on executive functions. A trend to significance can be observed concerning the interaction "Syncing Abilities × MMSE" on TMT-A (p = 0.060).
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Discussion
A growing body of evidence suggested that a decline in effectively using spatial reference frames for categorizing information occurs both in normal and pathological aging [15, 48] . On the other hand, evidence indicated that: (1) an early decline in allocentric abilities is one of the first hallmarks of Alzheimer's Disease (AD) [15] ; (2) executive deficits primarily characterize the cognitive profile of older individuals (the so-called "frontal lobe hypothesis" [49, 50] ), because of the anatomical and functional deterioration occurring in frontal lobes. Literature underlined an association between the ability to use spatial reference frames and executive functions [29] [30] [31] .
In this direction, the objective of the current study was to understand the contribution of abilities in using spatial reference frames in executive functioning. Indeed, findings obtained up to now raise the question: to what extent can spatial reference frames impairments have an influence on executive functions in both healthy and pathological aging?
First of all, our results confirmed but also extended previous knowledge about cognitive deficits early manifested in AD [15, 16, [51] [52] [53] [54] [55] [56] [57] . Our outcomes pointed out the presence of executive deficits among individuals with AD. In particular, they manifested difficulties in different aspects of executive functioning, from planning (Tower of London), to attentional and multitasking abilities (Trail Making Test A and B).
In literature, there were contrasting results about the executive impairments in the first phase of AD [54, 55] . For instance, Collette and co-workers highlighted that patients with AD reported executive impairments related to controlled attention and working memory. This implies the involvement of parietal-temporal cortex regions that are importantly affected in AD. In fact, the anatomical correlates of executive impairments in the disease are still under debate, but an early disconnection in the parietal-temporal network has been proposed [58] .
Understanding which are the cognitive deficits early affected in AD is of primary importance; our results highlighting the presence of large executive impairments in the first stage of this disease could be of value for the early detection of subtle cognitive weaknesses [59] .
In the same perspective, our findings highlighted the presence of spatial reference frames impairments among individuals with AD, consistent with previous studies in this field [15] . The cognitive profile of AD appears to be characterized by an early decline in allocentric retrieval, combined with an early decline in other subtle neurocognitive mechanisms useful to support the allocentric-to-egocentric switching, i.e., the Mental Frame Syncing [12, 13, 60] , linked to brain changes occurring in hippocampal regions [60] [61] [62] [63] and in retrosplenial cortex [64] [65] [66] .
Beyond the important possibility of early detection of cognitive impairments among individuals in the first stage of AD, another crucial research area that deserves attention is that related to the relationship between these early cognitive impairments manifested by patients.
In particular, as concerns the contribution of abilities in using spatial reference frames to executive functioning, an interesting pattern emerged from our results. Indeed, our findings indicated that allocentric functions contributed significantly to planning abilities, while syncing abilities influenced significantly attentional ones. It is possible to explain these results considering that allocentric elaborations require an active cognitive elaboration of the external environment, relying on the continuous construction of relations between spatial representations and landmarks, while the ability in syncing between different spatial reference frames recruits more attentional resources (see also [67] [68] [69] [70] ).
The efforts in understanding the relationship between cognitive weaknesses in AD population may also open interesting rehabilitation possibilities. For example, Serino and colleagues found that a VR-based training specifically built for the empowerment of the "Mental Frame Syncing" in a sample of patients with AD led also to an improvement in some tests tapping executive functioning (i.e., Verbal Fluency Test, Verbal Categorical Test, and FAB) [37] . Influencing higher-order cognitive abilities, such as the executive functions, the spatial reference frames appear to dramatically impact the way individuals categorize information.
Eventually, from our study, the role of VR emerged as an advanced neuroscientific tool for assessing in ecological way complex spatial functions [71, 72] , also with pathological populations (for an example see [73] ). Future studies should further exploit the potential of VR both to set-up innovative instruments able to detect early deficits or to support training in AD population, adopting also more immersive solutions [74, 75] , and to connect spatial reference frames to internal bodily states [76] within the "embodied medicine" perspective [77] .
However, there are some limitations in our study that we should consider. The sample we recruited for this study was rather small, although well-matched for the main sociodemographic characteristics. Second, it would have been crucial to include in the study a group of patients suffering from MCI, mainly to evaluate the association between abilities in using spatial reference frames and executive functioning also in this intermediate stage of pathological aging to deeply investigate the role of executive functions and spatial reference frames as diagnostic markers of AD. Moreover, we could not deeply investigate the neural mechanisms involved in executive functions or the association with other cognitive abilities, such as the episodic memory [53] , which is the another crucial cognitive marker of AD.
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